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5 TRANSGF^JTr ANIMATE PXPRRS.gy^ 

ARTIFICIAL RPTT«?pP- TAGfiRn p arvrpfp,. 

Fie^d of the Invpn; m n 
This invention relates generally to epitope r aao h 
Proteins and to transonic animals oxpL sl J ^ 

proteins. More specif icallv 

aiI y' this invention l „ fc 

animals expressing epitope-taggcd P lP ^ an * * 

for di s Cingul3hin9 bec „ een a;id q , 30iaci a : g j 

infectious and nonin -.ctious prior, protema. 

he Inve rt ion 

5 Prions are infectious pathogens that cause central 

TZ7 T"" SP ° n9if0rm enCePhai0 P " fc '- an" 

"£Td I" 0 " 3 " e dl3CinCt ba « e »*' ^uses - d 

viro lds . The predominant hypothesis at p rMene ls thac 

no nucleic acid component is necessary for inactivity of 
20 prion protein. Further, a prion which infects one 

species of animal (e . g .. a hunan , wil: not lrfecc anot 
< e • 9 - , a mouse) . 

A major step in the study of prions and the 
diseases that they cause was the discove-v ard 
25 purification of a protein designated prion protein 

("PrP") (Bolton et al . ( 1982) £c:enc , 2ja . l3 09-l-' ' 
Prusineret al . U9.2) Biochemistry ,; ; ^ 2 ., 0; McKinley 
et al. (1983) cell 35:57-62). complete pnon protein- 
encoding genes have since been cloned, sequenced and 
30 expressed in transgenic animals. PrP xs encoded a 
singl e - C op y hos. gene (Basl.r et al. (1986) Cell 46-4-7 
28) and is normally found at the outer surface of 
neurons, a leading hypotheses is that pri0 n daseas-s 
result from conversion c f PrP' into A modlfled 3C 
35 isoform called PrP * during a postradiational process 
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Neurol. Neurosurg. Psychiatry 51:1113-1119) except in 
cases of iatrogenically induced disease. On the other 
hand, kuru, which for many decades devastated the Fore 
and neighboring tribes of the New Guinea highlands, is 
5 believed to have been spread by infection during 

ritualistic cannibalism (Alpers (1979) Slow Transmissible 
Diseases of the Nervous System , Vol. 1, S.B. Prusiner and 
W.J. Hadlow, eds. (New York: Academic Press), pp. 66-90). 
The initial transmission of CJD to experimental 

10 primates has a rich history beginning with William 

Hadlow' s recognition of the similarity between kuru and 
scrapie. In 1959, Hadlow suggested that extracts 
prepared from patients dying of kuru be inoculated into 
non-human primates and that the animals be observed for 

15 disease that was predicted to occur after a prolonged 
incubation period (Hadlow (1959) Lancet 2:289-290) . 
Seven years later, Gajdusek, Gibbs and Alpers 
demonstrated the transmissibility of kuru to chimpanzees 
after incubation periods ranging from 18 to 21 months 

20 {Gajdusek et al . (1966) Nature 209:794-796). The 

similarity of the neuropathology of kuru with that of CJD 
(Klatzo et al . (1959) Lab Invest. 8:799-847) prompted 
similar experiments with chimpanzees and transmissions of 
disease were reported in 1968 (Gibbs, Jr. et al . (1968) 

25 Science 161:388-389). Over the last 25 years, about 300 
cases of CJD, kuru and GSS have been transmitted to a 
variety of apes and monkeys. 

The expense, scarcity and often perceived 
inhumanity of such experiments have restricted this work 

30 and thus limited the accumulation of knowledge. While 
the most reliable transmission data has been said to 
emanate from studies using non-human primates, some cases 
of human prion disease have been transmitted to rodents 
but apparently with less regularity (Gibbs, Jr. et al . 

35 (1979) Slow Transmissible Diseas es of the Nervous System. 
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Vol. 2, S.B. Prusiner and W.J. Hadlow, eds . (New York: 
Academic Press), pp. 87-110; Tateishi et al. (1992) Prion 
Diseases of Humana and Animals . Prusiner et al., eds. 
(London: Ellis Horwood) , pp. 129-134). 

5 The infrequent transmission of human prion disease 

to rodents has been cited as an example of the "species 
barner" first described by Pattison in his studies of 
passaging the scrapie agent between sheep and rodents 
(Pattison (1965) NjNDB Monograph 2 . D.C. Ga^dusek, 

0 C.J. Gibbs Jr. and M.P. Alpers, eds. (Washington, D.C. : 
U.b. Government Printing), pp. 249-257). In those 
investigations, the initial passage of prions frorr one 
species to another was associated with a prolonged 
incubation time with only a few animals developing 

5 illness. Subsequent passage in the same species was 
characterized by all the animal 3 becoming ill af.ter 
greatly shortened incubation times. 

The molecular basis for the species barrier 
between Syrian hamster (SHa) and mouse (Mo) was shown to 

0 reside in the species-specific differences in the 

sequence of the PrP (Scott et al . (1989) Cell 59:847- 
857) . Mouse PrP (MoPrP) differs from Syrian hamster PrP 
(SHaPrP) at 16 positions out of 254 amino acid residues 
(Basler et al . (1986) Cell supra : Locht et al . (1986) 

5 Proc. Natl. Acad. Sci . USA 83:63 72-6376). Transgenic 
mice expressing SHaPrP iTg (SHaPrP) ] had abbreviated 
incubation times when inoculated with SHa prions. When 
similar studies were performed with mice expressing the 
human, or ovine PrP transgenes, the species barrier was 

0 not abrogated, i.e., the percentage of animals which 

became infected were unacceptably low and the incubation 
times were unacceptably long (Telling et al . (1994) Proc. 
Natl. Acad. Sci. 91:9936-9940; Telling et al . (1995) Cell 
83:79-90). Thus, it was not possible to render non-human 
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animals such as mice, susceptible to infection by human 
prions . 

Purification of PrP Sc has been facilitated by its 
relative resistance to proteolytic degradation and 
5 insolubility in non-denaturing detergents (Bolton et al . 
(1982) supra ; Prusiner et al. (1982) supra . Purification 
of PrP c has been more problematic. Immunoaf f inity 
chromatography purification of PrP yielded only small 
amounts of protein. Improved purification of PrP c has 
10 been accomplished by a multi-step purification procedure 
involving detergent extraction and separation by 
immobilized Cu 2 * ion affinity chromatography followed by 
cat ion- exchange chromatography and sodium dodecyl 
sulf ate -polyacryl amide gel electrophoresis (SDS-PAGE) 
15 (Pan et al . (1992) Protein Sci . 1:136-144). 

The production of monoclonal antibodies against 
PrP c and PrP Sc has been particularly difficult. In the 
case of mouse PrP, MoPrP is recognized as self, 
precluding the production of anti-MoPrl' antibodies in 
20 animals immunized with MoPrP. 

There is an urgent need to develop diagnostics and 
therapeutics for PrP Sc -mediated diseases such as CJD. 
Although many lines of evidence support the idea that PrP' 
is converted to the infectious PrP' isoform, greater 
25 understanding of the conditions under winch scrapie 
infectivity is generated de novo is needed to develop 
compounds able to inhibit the generation of PrP Sc . 
Compounds able to inhibit the in vitro conversion of PrP r 
to PrP Sc could be useful for the treatment and prevention 
30 of prion-mediated diseases in animal and human subjects 
at risk. Improved methods for monitoring the conversion 
of PrP from the alpha-helical conformation of PrP c to the 
beta-sheet conformation of the infectious PrP' J - isoform 
would be useful in developing assays for such compounds. 
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SUMMARY OF THE INVENTION 
Nucleotides encoding a strong epitope tag are 
operatively placed in a nucleotide sequence encoding a 
protein which normally has two or more conformational 
5 shapes. Depending on the conformational shape- assumed by 
the expressed protein, the tag will or will not be 
exposed thereby making it possible to differentiate 
between conformational shapes via an antibody which binds 
to the epitope. An aspect of the invention features a 

10 recombinant nucleic acid construct comprising a nucleic 
acid sequence encoding an amino acid sequence comprising 
a biologically active protein or protein fragment 
connected, preferably directly, to a heterologous epitope 
domain. The expressed amino acid sequence (i.e., the 

15 epitope- tagged protein) preferably retains the biological 
activity of the corresponding natural (e.g., untagged) 
protein or protein fragment. The tag may be used in 
connection with a protein which has two or more different 
conformational shapes, such that the epitope tag is 

20 relatively more exposed in one conformational shape 
relative to another conformational shape. 

One aspect of the invention is a transgenic animal 
such as a mouse which has incorporated into its genome a 
first DNA sequence encoding a protein which when 

25 expressed assumes two or more different conformational 

shapes. The first DNA sequence has a second DNA sequence 
encoding an epitope tag connected to it. The second 
sequence is preferably positioned relative to the first 
sequence such that the exposure of the tag after 

30 expression changes with the different conformational 
shapes assumed by the protein expressed by the first 
sequence. The first DNA sequence is preferably an 
exogenous sequence which encodes a protein such as PrP 
which protein causes a disease in one conformational 

35 shape but not another. Thus by correctly positioning the 
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second sequence encoding the tag relative to the first 
sequence, it is possible to quickly and easily assay a 
sample from the animal and determine which conformation 
the protein has assumed. 
5 Transgenic mammals comprising a tagged transgene 

are preferably selected from the group consisting of Mug, 
Ratttts, Oryctolagus and Mesocricetus . Transgenic animals 
expressing high levels of the tagged transgene may be 
obtained, for example, by over-expression of the 

10 transgene with an enhanced promoter and/or with high copy 
numbers of the transgene. 

In a specific embodiment, rhe invention features a 
transgenic mammal having an epitope - tagged PrP gene. The 
PrP gene may be a natural, synthetic, or chimer: r PrP 

15 gene. In specific embodiments, the transgenic animals 
have an epitope-tagged chimeric PrP gene which. renders 
the transgenic animals susceptible to infection with a 
prion which generally only infects a genetically diverse 
or distinct animal. A chimeric PrP gene is a gene which 

20 includes a portion of a gene of a genetically diverse 
animal. When the transgenic animal is a one of Mus, 
Rattus, Oryctolagus, or Mesocricetuc, the genetically 
diverse or distinct animal is selected from the group 
consisting of Bos, Ovis, Sus, and Homo. A preferred 

25 transgenic animal is a mouse expressing a epitope-tagged 
chimeric PrP in which a segment of mouse (Mo) PrP is 
replaced with the corresponding human (Hu) PrP sequence. 

The transgenic animal may be heterozygous or 
homozygous for an ablated or disrupted endogenous PrP 

30 gene; in a preferred embodiment, the transgenic animal is 
homozygous for an ablated endogenous PrP gene . 

In a preferred embodiment of the invention, the 
epitope-tagged protein is a natural, synthetic, or 
chimeric prion protein (PrP) . PrP may be tagged with a 

35 variety of natural or artificial heterologous epitopes 
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Ma-Trp-Arg-His-Pro-Gln-Phe-Gly-Gly (SEQ IDN0:3) 
Another commonly used artificial epitope ls a po ly -„ is 
sequence having six histidine residues Wi .. Hi .- H L m 
His His, (SE ox DK o.. 4) . »a tur au y - raurrln ; ; e 1S " 
10 include the ln fluen 2 a v.rus hemagglutinin sequence " 
^-^-*-P-V.l-P».*.p.^ r . Ala . I1 .. olll . 01y . A q (SEQ ID 
NO.-ll, recog nize d by the monoclonal antibody 12CA5 
•"-ray et al . (lMS) ^ Biocnem 229il7Q 
eleven amino acid sequence from human c- m yc recogn.Ld by 

111 o7°: i0nal an " b0dy 9E1 ° <«-^-^-^- Le u-ser ^ 
Olu-0 u-Asp-Leu-Asn, (SE0 ID N0:12) (Man3tein 

U99S, Gene 162=129-134). Another useful epitope rs ^he 
tr.pept.de Glu-Glu-Phe which is recognized by the 
monoclonal antibody y L 1/2 against a . CubuUn 
20 tr.peptide has been used as an affinity tag for the 
purification of recombinant proteins (stammers et al 
(1991) FEBS Lett. 283:298-302). 

In a particularly preferred embodiment, the 
epztope-tagged PrP molecule has an artificial FLAG 
epitope inserted after codon 22. e.g.. the £lrst C odon of 
the FLAG epitope begins at codon 23 of a nucleot.de 
sequence encoding a FLAG- tagged PrP protein. The FLAG- 
tagged PrP molecule retains all o£ Cne biological 

FLAG-tagged PrP protein retains the ability to suppor- 
prion propagation. 

The invention further includes cells e g 
omnipotent and pluripocent cells, and immortalized cell 
lines expressxng the ep ltope - tagged proCein construct:> as 
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well as transgenic animals having a gene encoding an 
epitope -tagged protein integrated into their genome. 

In another aspect, the invention features a method 
for distinguishing between the conformational shapes of a 
5 protein having a first and second conformation shape, 
comprising the steps of: (a) generating a recombinant 
nucleic acid construct comprising a nucleic acid sequence 
encoding an amino acid sequence comprising a protein 
fragment tagged with a heterologous epitope; b) 

10 transfecting a cell or organism with the tagged protein 
construct; c) expressing the tagged protein. The epitope 
tag is positioned relative to the protein sequence such 
that the epitope is exposed on the surface of the tagged 
protein to a greater degree when the protein is in a 

15 first conformational shape relative to the degree of 

exposure of the epitope when the protein is in a second 
conformational shape. In one embodiment., the 
conformational shapes of the protein can be distinguished 
by detecting the presence or absence of the epitope. 

20 Multiple different tags can be used if the protein 

assumes multiple conformations, making it possible to 
distinguish the conformations via detection of the 
presence or absence of a series of tags. In another 
embodiment, the conformational shapes of a protein are 

25 distinguished by relatively greater exposure of the 
epitope tag in one conformational shape than in other 
conformational shapes. Preferably, th- exposure of an 
epitope tag is 20-100% greater in one conformational 
shape relative to the second conformational shape; more 

30 preferably, the relative exposure is bC -100% greater; 
most preferably, the relative exposure :s 75-100% 
greater. 

In one embodiment, the epitope - tagged protein is 
PrP, and the epitope tag is placed such that it is 
35 unexposed on the surface of the expressed prior, protein 
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when it is in the noninfectious alpha helical PrP : 
isoform, but the epitope tag is exposed on the surface of 
the infectious beta-sheet PrP Sc isoform. 

In another aspect, the invention features a method 
5 of isolating PrP by a) generating a recombinant nucleic 
acid construct comprising a nucleic acid sequence 
encoding a prion protein having a heterologous epitope 
domain; b) transfecting a cell or organism with the 
tagged PrP construct; c) expressing the construct to 

10 produce epitope- tagged PrP, where the epitope tag is 
placed such that it is exposed on the surface of the 
desired PrP isoform; and d) purifying PrP by 
immunoaf f inity chromatography using an anti-epitope tag 
antibody. In a specific embodiment, the method of 

15 isolating PrP includes an additional step of enriching 

for PrP prior to purification. This method can be used 

to isolate, separate and identify either PrP- and/or 
Prp sc 

In another aspect, the invention features an assay 

20 method for detecting infectious prions by a) generating a 
transgenic animal comprised of an epitope- tagged PrP gene 
where the epitope tag is relatively more exposed on the 
surface of the expressed PrP molecule when the molecule 
has the PrP Sc conformation than when the molecule is in 

25 the PrP c conformation; b) inoculating the transgenic 

animal with material suspected of containing infectious 
prions; and c) detecting the increased presence of 
epitope-tagged PrP. Detection of increased levels of 
epitope- tagged PrP results from increased levels of PrP 

30 in the infectious PrP Sc conformation, thus indicating the 
presence of infectious PrP particles in the inoculating 
material. In one preferred embodiment, the transgenic 
animal expresses a bovine-mouse MBov2M chimeric PrP gene 
and is inoculated with material from infected cattle. In 

35 another preferred embodiment, the transgenic animals 
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expresses a chimeric human- mouse MHu2M PrP molecule and 
is inoculated from material from an infected human. 

One object of the invention is to provide a 
transgenic animal producing large quantities of an 
5 epitope-tagged protein or protein fragment which is 

easily purified via immunoaf f ini ty chromatography using 
an epitope-specif ic antibody. This is particularly 
useful where the protein is difficult to purify in 
sufficient quantities and/or attempts to produce 
10 antibodieo specific to the protein and its conformation 
lsoforms have been unsuccessful, e.g., PrP and PrP . 
Additionally, the invention allows a simplified cne-step 
enrichment of PrP c and/or PrP iV , which can be followed by 
a variety of procedures including immunodetection. 
15 Another object is to provide a transgenic animal 

expressing elevated levels of a tagged protean or protein 
fragment obtained with an enhanced promoter or a high 
copy number of a tagged transgene. 

Another object is to provide a method for 
20 distinguishing conformational changes in a protein, e.g., 
distinguishing between the isofoms of PrP c and PrP ir . 

Another object is to provide a gene tagged with a 
heterologous epitope. 

Another object of the invention is to provide a 
25 transgenic host mammal (which is small, e.g., less than 1 
kg when full grown, and inexpensive to maintain) such as 
a mouse, rat or hamster which includes an exogenous or 
chimeric PrP gene, including all or a portion of a PrP 
gene from another animal, (which is large, greater than 2 
30 kg when full grown, and expensive to maintain) such as a 
human, cow, pig, sheep, cat or dog, and having a 
artificial epitope tag domain. 

Another object of the invention is to provide a 
transgenic host animal which includes elevated levels of 
35 expression of a tagged PrP gene of a genetically diverse 
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animal wherein the elevated levels of expression are 
obtained by the inclusion of a high copy number of the 
tagged PrP gene of the genetically diverse mammal and/or 
fusing an enhanced promoter to the PrP gene of the 
5 genetically diverse animal. 

One advantage of the method of Che invention is 
the production of elevated levels of readily isolatable 
PrP c and PrP iV . 

Another object is to provide a transgenic animal 
10 assay which animal, on inoculation, develops Prp- :: ' which 
is detectable via an epitope tag as distinguished from 
PrP c . 

These and other objects, advantages and features 
of the present invention will become apparent to those 
15 persons skilled in the art upon reading the details of 
the compositions, composition components, methods and 
method steps of the invention as set forth below. 



BRIEF DESCRIPTION OF THS FIGJRES 
Fig. 1 shows the amino acid sequence of mouse PrP 
20 along with specific differences between mouse Pr? and 
human PrP (SEQ ID NO: 8). 

Fig. 2 shows the amino acid sequence of mouse PrP 
(SEQ ID NO.-7) along with specific differences between 
mouse PrP and bovine PrP (SEQ ID NO: 9) . 
25 Fig. 3 shows the amino acid sequence of mouse PrP 

(SEQ ID NO:7) along with specific differences between 
mouse PrP and sheep PrP (SEQ ID NO: 10) . 

Fig. 4 is the PrP amino acid sequence showing 
insertion of a StuI recognition site upstream of the 
30 signal peptidase cleavage site at amino acid 22. 

Fig. 5 is the amino acid sequence of tagaea Pr? 
having the FLAG epicope inserted at ammo acid 22 . 
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Fig. 6 is « chart showing the curviv.il of Tg'FLAG- 
MoPrP) relative to non- transgenic mice ,"*Non-Tg mace") 
and a transgenic mouse line which overexpresses normal 
mouse PrP ( "Tg (MoPrP-A) ") after inoculation with mcuoe 
5 RML prions. 

DETAILED DESCRIPTION 
Before the present artificial epitope- tagged gene, 
assay methodology, and transgenic anirol:; used in the 
assay are described, it is to be undo: utcod that this 

10 invention is not limited to particular .issay methods, 
epitope -tagged and artificial genes, c: transgenic 
animals described, as such methods, aenes, and animals 
may, of course, vary. It is also to be understood that 
the terminology used herein is for the purpose of 

15 describing particular embodiments only, ar.a is not 

intended to be limiting, since the scop-:- of the present 
invention will be limited only by the appended claims. 

Unless defined otherwise, all technical and 
scientific terms used herein have the same meaning as 

20 commonly understood by one of ordinary skill in the art 
to which this invention belongs. Although any methods 
and materials similar or equivalent t: triose described 
herein can be used in the practice or te^t.r.g of the 
present invention, the preferred tr.etb.oci-; and materials 

25 are now described. All publication? mentioned herein are 
incorporated herein by reference to disclose and describe 
the methods and/or materials in connection with which the 
publications are cited. The publication? discussed above 
are provided solely for their disclosure prior to the 

30 filing date of the present appl icat :or. . Nothing herein 
is to be construed as an admission that, the invention is 
not entitled to antedate such disclosure by virtue of 
prior invention. 



V» <) l >7/46572 



I'C I7CS<>7,'(1928V 



Def init ions 

The term "artificial" as used with "artificial 
gene" or "artificial epitope" and the like, refers to a 
non-naturally occurring material, e.g., a nucleotide 
5 sequence manufactured by human intervention, e.g., by 
fusing natural sequences together or chemically 
synthesizing sequences in isolation. Further, the term 
is intended to encompass a natural sequence which may be 
isolated from a naturally occurring genome and then 
10 connected, artificially, with an sequence (either a 
natural or artificial sequence) with which it is not 
naturally connected, e.g., a natural KIV virus epitope 
connected directly to a natural PrP sequence is expressed 
by an 'artificial gene." 
15 The term "transgene" or "transgenic element" 

refers to an artificially introduced, chromosomal ly 
integrated nucleic acid sequence heterologous to the 
genome of the host animal in which the nucleic acid 
sequence is present. 
2C The term "transgenic animal" means a non- human 

mammalian animal having a transgenic element integrated 
in its genome. 

The term "prion" means an infectious particle 
known to cause diseases (spongiform encephalopathies) m 
25 humans and animals. The term "prion" is a contraction of 
the words "protein" and "infection" and the particles are 
comprised largely if not exclusively of PrP Sc molecules 
encoded by a PrP gene. Prions are distinct from 
bacteria, viruses and viroids. Known prions include 
30 those which infect animals to cause scrapie, a 

transmissible, degenerative disease of the nervous system 
of sheep and goats as well as bovine spongiform 
encephalopathies (BSE) or mad cow disease and feline 
spongiform encephalopathies of cats. Four prion diseases 
35 known to affect humans are (1) kuru, (2) Creutzfeldt- 
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Jakob Disease (CJD) , (3) Gerstraann-Strassler-Scheinker 
Disease (GSS) , and (4) fatal familial insomnia ( FFI 1 . As 
used herein prion includes all forms of prions causing 
all or any of these diseases or others in any animals 
5 used — and in particular in humans and in domesticated 
farm animals. 

The term "PrP gene", "prion protein gene" or "PrP 
sequence" are used interchangeably herein to describe 
genetic material which expresses any PrP proteins, for 
10 example those shown in Figs. 1-3. There are a number of 
known variants to the human PrP gene. Further, there are 
known polymorphisms in the human, sheep, and bovine PrP 
gene. Th<? following is a list of such variants: 
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16 



10 



15 



20 



25 



30 



35 



Pathogenic human 
_ nutation, 

2 octarepeat 
insert 

4 octarepeat 
insert 

5 octarepeat 
insert 

6 octarepeat 
insert 

f octarepeat 
insert 

8 octarepeat 
insert 

9 octarepeat 
insert 

Codon 102 
Pro-Leu 

Codon 105 
Pro -Leu 
Codon H7 
Ala-Val 

Codon 145 stop 
Codon 178 
Asp-Asn 

Codon 180 
Val-Ue 

Codon 198 
Phe-Ser 

Codon 200 
Glu-Lys 

Codon 210 
Val-n e 

Codon 217 
Asn-Arg 

Codon 232 
Met -Ala 



Human 
Polym orphisms 

Codon 129 
Met/Val 

Codon 219 
Glu/Lys 



Ar^SlT 

±u octarepeat 
Codon 13 6 
Ala/Val 



The PrP oene « n be a Mturill , ^ 
from any animal a..cr lfc .d h.r.,„ and 4 a ^\"? "* 9 ™ 
"0 polymorphs and mutatlons ' 

*« «. t _ clude other such P ;/ on ^rLTrr 

to be discovered. The term - PrP qene „ a ^ ° ye - 

any gene of any species whioh T genera., y includes 

p ues whicn encodes any f 0 — nf ^ • 
Protein. so m e co^only known PrP seauenL h ? 

in Gabriel et al. Pro - M „, „ se " Je "«s are described 

dispose and descr . be 7u2 sT * ret ' renc « « 

occurring PrP genes cher 6 " id « -turally- 

g i-rt- genes, the term "PrP gen e" further 
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encompasses artificial, synthetic, and chimeric Prp 
genes . 

The term "chimeric PrP gone" is used herein to 
encompass recombinantly constructed genes which when 
5 included in the genome of a host animal (e.g.., a mouse) 
will render the mammal susceptible to infection from 
prions which naturally only infect a genetically diverse 
test mammal, e.g., human, bovine cr ovine. A chimeric 
PrP will accomplish this effect in an animal which 

10 includes an operative endogenous PrP gone and allow the 
animal to show symptoms within 200 ± •->(> days after 
inoculation. In general, a chimeric gene will include 
the codon sequence of the PrP gene of the mammal being 
genetically altered with one or more (but not all, and 

15 generally less than 40) codons of the- natural sequence 
being replaced with a different codon - preferably a 
corresponding codon of a genetically diverse mammal (such 
as a human) . The genetically altered mammal being used 
to assay samples for prions which only infect the 

20 genetically diverse mammal. Examples of artificial genes 
are mouse PrP genes encoding the sequence as shown in 
Figs. 1, 2 and 3 with one or more different replacement 
codons selected from the codor.s shown in these Figuren 
for humans, cows and sheep replacing mou^e codons at the 

25 same position, with the proviso that not ail the mouse 
codons are replaced with differing human, cow or sheep 
codons. The chimeric PrP genes of the invention can 
include not only codons of genetically diverse animals 
but may include codons and codon sequencer, not associated 

3 0 with any native PrP gene but which, whe:, inserted into an 
animal render the animal susceptible to infection with 
prions which would normally only infect i qoneti cally 
diverse animal. The chimeric PrP genes can also include 
deletions of codons in the naturally occurring gene of 

3 5 the host animal genome. 
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The terms "heterologous epitope domain" or 
"heterologous epitope tag" are used interchangeably to 
mean a peptide which does not naturally occur as part of 
the protein or protein fragment. The heterologous 
5 epitope may be a naturally-occurring or artificial 
peptide. Heterologous epitope tags are distinguished 
from naturally occurring antigenic PrP sequences to which 
monoclonal antibodies such as 3F4 and 13AS have been 
raised. The heterologous epitope tag does not 

10 necessarily have to be antigenic, e.g., generate a 
specific antibody. The epitope tag includes peptides 
bound by specific ligands. For example, an Arg-Gly-Asp 
sequence may be inserted into the PrP protein which binds 
integrins (Ruoslahti & Eierschbacher (1967) Science 

15 238 .-491-497) . 

The term "heterologous epitope -tagged gene" or 
"tagged gene" are used to mean an artificially 
constructed nucleotide sequence comprising a gene (i.e., 
a first nucleotide sequence) encoding an amino acid 

20 sequence comprising a biologically active protein or 
protein fragment of interest and a second nucleotide 
sequences encoding an epitope tag which does not 
naturally occur as part of the protein or protein 
fragment, e.g., heterologous. The sequence encoding the 

25 tag may be placed 5', 3', and/or within the sequence 
encoding the protein of interest. Express- ->n of the 
tagged gene results in production of a protein or protein 
fragment having one or more heterologous epitope 
domain (s) . 

30 The terms "epitope- tagged PrP gene" or "tagged PrP 

gene", and the like are used interchangeably herein to 
mean an artificially constructed gene containing the 
nucleotide sequence encoding the PrP protein of an animal 
such as a mouse, human, cow, or sheep and additionally 
35 containing nucleotide sequences encoding one or more 
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epitope tags inserted into the PrP gene. Expression of 
the tagged PrP gene results in production of PrP molecule 
having one or more artificial epitope domain (s) . In one 
specific example the tagged PrP gene is comprised of the 
5 nucleotide sequence encoding mouse PrP with a nucleotide 
sequence encoding an artificial FLAG epitope inserted at 
codon 22. In another specific embodiment, the tagged PrP 
gene comprises the nucleotide sequence encoding chimeric 
mouse-hamster PrP ( MHM2 ) with the nucleotide sequence 
10 encoding a FLAG epitope inserted at codon 22 of the MHK2 
PrP gene. The nucleotide sequence also contains the 
epitope derived from hamster PrP recognized by the 
monoclonal antibody 3F4 (Scott et al. (1992) Protein Sci . 
1:986-997). The resulting tagged PrP molecule can be 
15 readily purified through immunoaf f inity methodologies 
with the use of antibodies to the epitope tag(s) . 

The terms "epitope- tagged chimeric PrP gene" or 
"tagged chimeric PrP gene", and the like are used 
interchangeably herein to mean an artificially 
20 constructed PrP gene containing the nucleotide sequence 
encoding the PrP protein of a host animal such as a mouse 
with one or more of the codons being replaced with 
corresponding codons from a genetically diverse test 
animal such as a human, cow or sheep, and having a 
25 nucleotide sequence encoding a heterologous epitope tag 
inserted into the PrP gene, such that expression of the 
tagged PrP gene results in production of a PrP protein 
having one or more heterologous epitope domain (s) . In 
one specific example the tagged PrP gene is comprised of 
30 the starting and terminating sequence (i.e., N- and C- 
terminal codons) of a PrP gene of a mammal of a host 
species (e.g. a mouse), a nucleotide sequence of a 
corresponding portion of a PrP gene of a test mammal of a 
second species (e.g. a human), and a nucleotide sequence 
35 encoding a FLAG epitope at codon 22 (Fig. 5) . When 
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inserted into the genome of a mammal of the host species, 
the tagged PrP gene will render the mammal susceptible to 
infection with prions which normally infect only mammals 
of the second, genetically diverse, species, i.e, on 
5 inoculation the host animal will show symptoms of prion 
disease within 200 + 50 days. A preferred tagged PrP 
gene is MHu2M which contains the starting and terminating 
sequence of a mouse PrP gene and a non- terminal sequence 
region which is replaced with a corresponding human 

10 sequence which differs from a mouse PrP gene in a manner 
such that the protein expressed thereby differs at nine 
residues (MHu2M) . 

The term "genetic material related to prions" is 
intended to cover any genetic material which effects the 

15 ability of an animal to become infected with prions. 

Thus, the term encompasses any "PrP gene", "chimeric PrP 
gene", or "ablated PrP gene" which terms are defined 
herein as well as modification of such which effect the 
ability of an animal to become infected with prions. 

20 The terms "host animal," "host non-human mammal , " 

and the like are used to describe animals which will have 
their genome genetically and artificially manipulated so 
as to include genetic material which is not naturally 
present within the animal. For example, host animals 

25 include mice, hamsters and rats which have their PrP gene 
disrupted or altered by the insertion of a tagged 
artificial PrP gene of another anima] or by the insertion 
of a tagged native PrP gene of a genetically diverse test 
animal . 

30 The terms "ablated prion protein gene", "disrupted 

PrP gene", and the like are used interchangeably heroin 
to mean an endogenous prion protein gene which has been 
altered (e.g., add and/or remove nucleotides) in a manner 
so as to render the gene inoperative. Examples of non- 
35 functional prion protein genes and methods of making such 
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are disclosed in Bueler et al . (1992) Nature 356:577-582, 
which is incorporated herein by reference. One 
(heterozygous) or preferably both (homozygous) alleles of 
the genes are disrupted. 
5 The terms "retaining the biological activity, " 

"the biological activity of the naturally occurring 
protein or protein fragment", and the like, mean that the 
tagged protein or tagged protein fragment retains at 
least part of and preferably all of the characteristic 
10 biological activities and specif icities of the 

unmodified, e.g., untagged, protein or protein fragment. 
For example, the FLAG-tagged chimeric Syrian hamster- 
mouse PrP (FLAG-MHM2PrP) retains the ability to support 
prion propagation in vivo when expressed ir. transgenic 
15 mice infected with Syrian hamster prions. 

The terms "genetically diverse animal" and 
"genetically diverse mammal" are used to describe an 
animal which includes a native PrP codon sequence of the 
host animal Which differs from the genetically diverse 
20 test animal by 17 or more codons , preferably 20 or more 
codons, and most preferably 28-40 codon;-:. Thus, a mouse 
PrP gene is genetically diverse with respect to the PrP 
gene of a human, cow or sheep, but is not genetically 
diverse with respect to the PrP gene of a hamster. 
25 The terms "susceptible to infection" and 

"susceptible to infection by prions" and the like are 
used interchangeably herein to describe a transgenic 
animal of the invention which has an 80% or greater, 
preferably 98% or greater, and most preferably a 100% 
30 chance of developing a disease if inoculated with prions 
which would not normally infect a genetically diverse 
animal. Further, an animal "susceptible to infection" 
will develop symptoms of prion disease with 200 + 50 days 
or less after inoculation with prions which they are 
35 susceptible to being infected with. 
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The terms are U3ed to describe a transgenic animal 
of the invention such as a transgenic moune Tg (MHu2M) 
which, without the chimeric PrP gene, would rarely be 
susceptible to infection with a human or bovine prion 
5 (less than 20% chance of infection), but with the 

chimeric gene is susceptible to infection with human or 
bovine prions (80% to 100% chance of infection) and wilj 
show symptoms withi i 250 days or less after inoculation. 
The term "incubation time" means the time from 

10 inoculation of an animal with a prion until the time when 
the animal first develops detectable symptoms of disease 
resulting from the infection. A reduced incubation time 
is one year or less, preferable about 200 days * 50 days 
or less, more preferably about 50 days ± 20 days or less. 

15 Generally, in connection with the present invention, 

"incubation time" means the time from inoculation of an 
animal with any substance which causes a conformational 
change in a natural protein until that conformational 
change takes place in a detectable amount, e.g., 

20 detecting the exposed tag. 



Epitope Tags 

The invention includes epitope- tagged transgenes 
which are recombinant nucleic acid const ructr. encoding an 
amino acid sequence. The construct comprises a first 

25 sequence encoding biologically active protein or 

biologically active fragment and a second sequence coding 
for a tag with a heterologous epitope domain. The 
invention also includes transgenic animals expressing an 
epitope- tagged transgene . A variety of epitopes may be 

30 used to tag a protein, so long as the epitope (1) is 

heterologous to the naturally-occurring protein, and (2 s 
the epitope- tagged protein retains at lease part and 
preferably all of the biological activity of the 
unmodified protein. Such epitopes may be naturally- 
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occurring amino acid sequences round in nature, 
artificially constructed sequences, or modified natural 
sequences. Recently, a variety of artificial epitope 
sequences have been described that have been shown to be 
5 useful for tagging and detecting recombinant proteins. 
One such tag, the eight amino acid FLAG marker peptide 
(Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys) (SEQ ID N0:1), has a 
number of features which make it particularly useful for 
not only detection but also affinity purification of 

10 recombinant proteins (Brewer (1991) Bioprocess Techno 1 . 
2:239-266; Kunz (1992) J. Biol. Chem. 267:9101-9106). 
Inclusion of the FLAG epitope in recombinant proteins 
avoids the necessity for the development of a specialized 
scheme or functional assay for protein purification and 

15 circumvents need to raise antibodies against the tagged 
protein, the first four amino acids of this sequence 
comprising the antigenic site for a- FLAG Ml and M2 
monoclonal antibodies. The small octapeptide has a high 
degree of hydrophilicity, thus maximizing accessibility 

20 to a -FLAG Ml and M2 monoclonal antibodies. A 

particularly useful feature is the calciumdependent 
binding of the a- FLAG Ml monoclonal antibody to 
recombinant proteins containing the FLAG peptide. 
Removal of the Ca 2 ' by chelation with EDTA allows for 

25 efficient immunoaf f inity purification without 

denaturation. A further advantage of the FLAG system is 
that it allows cleavage of the FLAG peptide from purified 
protein since the tag contains the rare five amino acid 
recognition sequence for enterokinase . The ant i -FLAG Ml 

3 0 antibody requires an N- terminal FLAG sequence. A second 
anti-FLAG monoclonal antibody (ant i -FLAG M2> ha« been 
employed in immunoaf f inity purification of N- terminal 
Met -FLAG and C-terminal FLAG fusion proteins (Brizzard et 
al. (1994) Biotechniques 16:730-735). This antibody has. 

35 however, been found to cross-react with a splicing 
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epi tope - tagged naturally occurring or .-tumeric I'ri' gene. 
Examples of naturally occurring PrP p rot runs are shown m 
Figs. 1-3. PrP genes from any animal o£ interest may be 
epitope- tagged so long as the resulting tagged PrP 
molecule retains the biological activity of the natural 
protein, e.g., the ability of tagged PrP to be converted 
into PrP Sc and to propagate prions. 

Chimeric PrP transgenes are described in co- 
pending U.S. patent applications Serial fv; . 08/242,188, 
08/509,621, 08/521,992, all of which applications are 
herein specifically incorporated by reference, including 
the chimeric Syrian hamster/mouse (BHa/Mo) transgene MH2M 
which carries 5 amino acid substitutions found in SHaPrP 
lying between codons 94 and 188 (Scott et al. (1993) Cell 
73:979-988), and the chimeric human/mouse PrP gene, 
MHu2M, in which the same region of the rouse gene is 
replaced by the corresponding human sequence which 
differs from the mouse PrP at 9 codons. 

Mice expressing the MHu2M chimeric PrP transgene 
have been shown to be susceptible to human prions after 
abbreviated incubation times. That is, transgenic mice 
carrying the MHu2M gene {Tg(MHu2M)] will, after 
inoculation with human prions, develop disease symptoms 
attributed to the prions within about 180 days. Further, 
80% or more of the transgenic mice inoculated with human 
prions will develop symptoms of the disease. Thus, PrP 
transgenic animals provide an excellent system for 
assessing prion infections. 

Transgenic Anima s 

The invention features transgenic animals having a 
transgene encoding an amino acid sequence comprising a 
biologically active protein fragment and a heterologous 
epitope domain. Transgenic animals having a tagged 
protein transgene are generated by mtroducmq the DNA 
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constructs encoding the desired tagged protein into the 
germline DNA of a host animal. Several methods fox- 
generating transgenic animals are known in the art, see 
for example, Gordon et al . (1980) .'roc. Natl. Acad. Sci. 
5 77:7380-7384, herein specifically incorporated by 

reference for methods of genetically transforming embryos 
by microinjection of DNA). Introduction of the desired 
tagged protein sequences can also be accomplished by 
microinjection into a fertilized egg of the ho fit animal; 

10 transformation of embryonic stem (ES) cells with the 

desired DNA and introduction of the transformed ES cells 
into host animal blastocysts; or embryonic transduction 
with a retroviral vector containing the desired 
transgene. Another method of generating transgenic 

15 animals is described in U.S. Patent No. 5,487,992, which 
uses a positive-negative selector (PNS) vector for 
inserting a DNA sequence by homologous recombination into 
a target site in the host animal genome. 

Generation of transgenic animals by microinjection 

20 techniques is well known in the art. To generate tagged 
protein transgenic mice, for example, a DNA fragment 
encoding the protein of interest into which the epitope 
tag has been inserted is prepared and microinjected into 
fertilized eggs of mice, followed by transfer of viable 

25 eggs into the oviducts of pseudopregnant mice (Hogan et 
al . (1986) Manipulation of Mouse Embryos: A Laboratory 
Manual . Cold Spring Harbor Laboratory, NY, herein 
specifically incorporated by reference for methods of 
generating transgenic animals) . 

30 In a preferred embodiment, transgenic animals are 

generated having a tagged PrP transgene. In a specific 
embodiment, the tagged PrP transgene is a PrP sequence 
tagged with the FLAG epitope at codon 22 (Fig. 5). 
Preferably, the transgenic animal is an animal which does 

35 not express the endogenous PrP gene. The transgenic 
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mouse may be he teroi-.yrious or ivimoiyqoiis for mod l t i ra t : o:ir; 
in one or both alleles resu 1 t m<l in *:f t'cctiv (l'..'letion ■;>' 
the endogenous PrP gene (APrP). i'reierab ' y , both alleles 
of the genes are disrupted. The endogenous prion protein 
gene may be altered in any manner (e.g., add and/or 
remove nucleotides) so as to render the q*»no inoperative. 
Examples of non- f ur.ct ioiu 1 prion protein genes and 
methods of making such are disclosed :n Biieler et ^1. 
(1992) Nature 356:577-582, which is incorporated nerem 
by reference. 

Expression of a Biologically Active Tagged PrP Pro':ein 

Previous efforts to generate a MoPtP 3peci£ic 
antibody have been unsuccessful, likely resulting from 
recognition of MoPrP as self in immunized animals. Thin 
limitation has now been overcome by tagging PrP .with the 
FLAG epitope tag. The FLAG system has the advantage of 
efficient, one-step immunoaf f inity purification without 
denaturation using the ant i- FLAG Ml monoclonal nntibody 
which binds to proteins containing the FLAG peptide in a 
calcium-dependent manner. Recognition of FLAG fusion 
proteins by the a- FLAG Ml monoclonal antibody relies on 
the location of the FLAG sequence at the N- terminus of 
the protein. Since PrP is processed in cells by the 
removal of a N- terminal signal peptide, the FLAG sequence 
was inserted distal to the signal peptidase cleavage site 
at amino acid residue 22 of PrP. 

To construct FLAG- tagged PrP, a new recognition 
sequence for the restriction enzyme Stul was created 
upstream of the signal peptidase cleavage site which crts 
PrP after amino acid 22. The unique Stul site was 
created by changing a T for an A at nucleotide position 
57 of the MoPrP gene by the PCR-mediated mutagenesis 
described in Example 1 (Fig. 4). Variation at this 
nucleotide position do not change the predicted primary 
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structure of PrP. Complementary oligonucleotide 
sequences [TTGGCCGCTTCTTGTCATCGTCGTCCTTGTAGTCGCAGA {SEQ 
ID NO: 5) and 

C CTCTG CGACTACAAGGACG A CGATGACAAG AAG AAGCGGC CAAAGC (SEQ ID 
5 NO:6)J were synthesized and used to replace the 

nucleotide sequences between the StuI and PflMI sites 
flanking the signal peptidase cleavage site. This 
reconstituted the C- terminal portion of the signal 
peptide and newly inserted the 8 amino acid FLAG sequence 

10 after this position (Fig. 5). The mature FLAG-tagged 
MoPrP differs from wild-type MoPrP by the inclusion of 
the 8 FLAG amino acids, with aspartate, the first amino 
acid of the FLAG sequence, being amino acid 23 at the N- 
terminus of the mature FLAG-tagged PrP. A second tagged 

15 PrP construct, FLAG-MHM2PrP, was engineered which also 
inserted the epitope for monoclonal antibody 3F4 derived 
from SHaPrP (Kascsak et al. (1987) J. Virol. 61:3688- 
3693) into MoPrP. 

The FLAG - MHM2 PrP construct was inserted into an 

20 MHM2PrP expression cassette previously described by Scctt 
et al . (1992) Protein Sci. 1:986-997, cloned into the 
SPOX. II neo expression vector, and transfected into ScN2A 
cells (Example 2) . Mouse neuroblastoma ScN2A cells which 
are chronically infected with mouse prions have been 

25 previously described (Butler et al . (1988) J. Virol. 
62:1558-1564) . 

Neomycin- resistant colonies expressing recombinant 
PrP were selected in medium containing G418. Mouse PrP 
is not recognized by monoclonal antibody 3F4 , so the 

30 inclusion of the 3F4 epitope allows for the 

discrimination between ectopically expressed PrP and 
endogenous MoPrP in the event that FLAG -MHM2 PrP was not 
recognized by the ant i- FLAG Ml monoclonal antibody. 

Western blots of cell lysates from ScN2A cells 

35 expressing FLAG-MHM2 probed with monoclonal antibody 3F4 
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showed that inclusion of the FLAG epitope at amino acid 
23 does not prevent expression of authentically processed 
PrP. The FLAG - MHM2 Pr P appears to be correctly 
glycosylated, but the apparent molecular weights of 
5 FLAG -MHM2 PrP glycoforms are about 1-2 kDa greater than 
MHM2PrP. It is likely that this increase in molecular 
weight is due to the inclusion of the FLAG peptide in 
mature PrP c rather than aberrant processing at the signal 
peptidase cleavage site since the shifts in size compared 

10 to MHM2PrP are in agreement with the pr^dict'id molecular 
weight of the FLAG- PrP fusion protein. 

Inclusion of the FLAG sequence into PrP between 
positions 22 and 23 does not interfere w:'_h the 
processing or biological activity of the? lagged protein. 

15 The presence of the FLAG epitope did not inhibit 

proteolytic maturation of PrP at the signal peptidase 
cleavage site or normal processing and gp: anchorage of 
PrP at the cell surface. Evidence that the signal 
peptide is efficiently removed from FLAG -MHM2 PrP comes 

20 from the immunoreactivity of the ectopicaliy expressed 
PrP with not only the 3F4 monoclonal antibody but also 
the anti-FLAG Ml monoclonal antibody, the latter only 
recognizing fusion proteins with the FLAG taq at the 
N-terminus. Attempts to detect FLAG -MHK2 PrP in 

25 transfected ScN2A cells using anti-FLAG M2 monoclonal 
antibody were unsuccessful. Inclusion of the' FLAG tag 
also does not interfere with proteolytic cleavage at the 
C-terminus or attachment of PrP on the external surface 
of cells by GPI anchorage as demonstrated by release of 

30 FLAG -MHM2 PrP from the cell surface by 

phosphat idyl inositol -specif ic phosphol lpase c (PIPLC) . 

Since placement of the FLAG epitope was required 
at the N-terminus of mature PrP for recognition by the 
anti-FLAG Ml monoclonal antibody, it was unknown whether, 

35 even though FLAG -MHM2PrP is efficiently expressed and 
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processed, the location of this hydrophilic sequence 
would interfere with the ability of recombinant PrP to 
support prion propagation, perhaps by affecting the 
ability of PrP c to adopt a conformation essential for the 
5 production of infectious prions. A hallmark of PrP 8c is 
its insolubility in detergents and relative protease 
resistance . 

Proteinase K digestion of PrP in infected ScN2A 
cells results in the persistence of a core molecule 

10 referred to as PrP 27-30 consisting predominantly of 
amino acid residues 90 to 231. Immunoblot ting with 
anti-FLAG Ml monoclonal antibody failed to detect PrP 
27-30 derived from FLAG - MHK2 P r. P since the FLAG epitope at 
amino acid 23 is lost following treatment with proteinase 

15 K. Using the 3F4 monoclonal antibody to detect 

proteinase K-resistant FLAG - MHM2 PrP, it was found that, 
like ScN2A cells expressing MHM2PrP, ScN2A cells 
expressing FLAG-MHM2 PrP efficiently produced PrP 27-30. 
This phenomenon has also been demonstrated with a nine 

20 amino acid peptide sequence, consisting of 

Ala-Trp-Arg-His-Pro-Gln-Phe-Gly-Gly (SEQ ID NO: 3) 
referred to as the "Strep tag" (Schmidt et al . (1994) 
supra ) which behaves in the same way when inserted at the 
same location. These results establish that the addition 

25 of the amino acid sequences at this location of PrP does 
not interfere with its normal processing, and more 
importantly, does not interfere with its ability to be 
converted to the PrP Sc isoform. 

The ability of FLAG-MoPrP ex» resscd in transgenic 

30 mice to support prion infectivity was tested (Example 4). 
The FLAG- PrP sequence was engineered into a MoPrP 
expression cassette which was cloned into the cosSHa.tet 
cosmid expression vector for transgenic mouse production 
(Scott et al. (1992) Protein Scie. 1:986-997). Five 

3 5 transgenic founders were produced: three in FVB mice and 
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two in FVB/Prn p o/0 mice. FVB mice expresses endogenous 
MoPrP; FVB/Prn p 0/0 mice are a line of mice in which the 
ablated MoPrP gene has been repeatedly backcrossed to FBV 
and do not express endogenous MoPrP. To simplify 
5 analysis, high copy nuttber founders derived only from 
microinjection of FVB/Prn p 0/0 embryos were selected for 
breeding since only transgene-expressed FLAG-MoPrP and 
not endogenous wild-type MoPrP is expressed in this case. 
Interference of transgene-directed prion propagation by 
10 endogenous wild-type MoPrP has been observed in other 

experiments (Telling et al . (1994) Proc . Natl. Acad. Sci . 
91:9936-9940; Telling et al . (1995) supra ) • Using the 
polyclonal antibody R073, a rabbit polyclonal antibody 
raised against purified PrP 27-30 of hamster which also 
15 reacts with MoPrP, it was estimated by serial dilution 
and immunodotblotting, that the level of FLAG-MoPrP 
expression in brain extracts from one line, 
Tg( FLAG -Mo PrP) FVB/Abl 7755, was about 100- fold higher 
than wild-type levels of MoPrP expression. The extremely 
20 high level of FLAG-MoPrP c expression meant that 

FLAG- tagged PrP was more readily detected in brain . 
homogenates of Tg (FLAG -Mo PrP) FVB/Abl 7755 mice by the 
anti-FLAG Ml monoclonal antibody than in ScN2A cells 
expressing FLAG-MHM2PrP . 
25 In order to determine if Tg (FLAG -Mo PrP) mice 

supported replication of mouse prions, high copy number 
Tg (FLAG- MoPrP) FVB/Abl 7755 mice were inoculated 
intracerebrally with mouse RML prions (Example 5) . RML 
is a specific mouse prion isolate derived from Chandler 
30 strain mice (Rocky Mountain Laboratory, Hamilton, MT) . 
Inoculated mice developed clinical signs of scrapie with 
an average incubation time of about 52 days (Fig. 6) . 
This is similar to incubation times observed in high copy 
number Tg (MoPrP) 4053 mice, which over -express MoPrP about 
35 8-fold higher than wild- type (Carlson et al . (1994) Proc. 



WO 97/46572 



P(T/I. f .S97/092Xy 



Natl. Acad. Sci. 91:5690-5694) and is considerably 
shorter than wild- type non- transgenic mice which have 
average incubation times of approximately 130 days. 

Neuropathological features of the brains of 
5 clinically sick include, widespread vacuolation, 

particularly in the white matter, accompanied by reactive 
astrocytic gliosis. Hydrolytic autoclaving using 
polyclonal antibody R073 revealed the presence of 
PrP-containing plaques predominantly in the corpus 

10 callosum. 

The brains of clinically sick 
Tg (FLAG-MoPrP) FVB/Abl 7755 mice inoculated with mouse P.ML 
prions contained proteinase K-resistant PrP 27-30 which 
was detectable using the R073 antibody. Proteinase K 

15 treatment results in the loss of the anti-FLAG Ml 

monoclonal antibody epitope at residue 23 so FLAG-MoPrP" 
is not detected with this antibody. Since these 
transgenic mice were derived from FVB/Prn-p c/0 mice which 
express no endogenous MoPrP, the R07 3 -reactive PrP sc is 

20 derived exclusively from transgene- expressed FLAG-MoPrP. 
The level of FLAG-MoPrP sc is about 2 -fold lower than 
MoPrP Sc in inoculated wild-type mice. A similar reduction 
in MoPrP Sc levels is observed in short incubation time 
Tg(MoPrP)404 5 mice which overexpress MoPrP . 

25 Inclusion of the FLAG epitope in MoPrP facilitated 

the in situ detection of PrP c by histoblot analysis. 
FLAG-MoPrP c , but not FLAG-MoPrP Sc was detected using the 
anti-FLAG Ml monoclonal antibody because the FLAG epitope 
is lost upon proteinase K digestion of PrP. The 

30 distribution of PrP c was found to be identical using 

either the anti-FLAG Ml monoclonal antibody or polyclonal 
R073 antibody. Tg (FLAG -Mo PrP) mice inoculated with mouse 
RML prions revealed a distribution of F LAG - Ko P r P ic which 
was similar to MoPrP Sc in RML- inoculated wild- type mice. 
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Since the ant i- FLAG Ml monoclonal antibody 
efficiently recognizes ectopically expressed MoPrP in 
Tg (FLAG-MoPrP) mice and the levels of FLAG-MoPrP 
expression were determined to be approximately 100-fold 
5 higher than wild -type MoPrP expression, 

Tg (FLAG-MoPrP) FVB/Abl 7755 is expected to be an excellent 
source for large amounts of FLAG -MoPr P' . The presence of 
the epitope tag allows the tagged PrP molecule to be 
obtained in high purity under non-denaturing conditions 

10 by a one-step immunoaf f ini ty chromatography procedure. 
Recently, an improved FLAG tag has been generated in 
which the fifth amino acid of the FLAG sequence was 
changed from an aspartate residue to a glutamate residue. 
The binding affinity of the Ml antibody was increased 

15 six-fold in Western blots over the original FLAG sequence 
(Knappik. (1994) Biotechniques 17:754-761). This raises 
the possibility that transgenic mice expressing PrP with 
the improved FLAG tag may be an even better source of 
recombinant material in the future. 

20 Use of Epitope Placement to Distinguish Between Protein 
Isof orms . 

The epitope- tagging system may also be used to 
used to differentiate between the conformational shapes 
of a protein. For example, the epitope tag may be placed 
in a protein such that the epitope is exposed in one 
conformational shape and buried in another. 

Epitope placement is compared with both epitope- 
tagrjed isof orms of MoPrP, HuPrP and MHu2MPrP to locate a 
placement of the artificial epitope in the protein which 
results in the exposure of the epitope in the PrP Sc 
conformational shape and epitope burial in the interior 
of the PrP c conformational shape (Example 6) . Such 
tagging approaches are useful in an assay to distinguish 
between infectious and non-infectious isoforms of PrP. 



25 



30 
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For example, certain regions between residues 109-141 are 
expected to change from a helix- loop-helix structure into 
a /3-sheet organization. This is expected to change the 
pattern of presentation of the side chains of these 
5 residues so that epitopes that are exposed in the a- 

helical PrP c isoform are sequestered in the /3- sheet - rich 
p r psc i so f 0 rm, and vice versa. The exposure of tags 
placed within this region should be influenced by the 
conformation change between PrP c and PrP Sc . 

10 Use of Epitope Tagging to Isolate Replication 
Intermediates . 

The epitope tagging technique may be used to 
isolate "replication intermediates" composed of PrP c , 
PrP Sc , and protein (s) X from ScN2A cells or 

15 scrapie- infected mouse brain. FLAG- tagged complexes are 
immunoprecipitated with anti-FLAG antibodies in the 
presence of buffer containing low levels of detergent to 
minimize nonspecific binding and the immunoprecipitates 
recovered by centrif ugation. Proteins from these tagged 

20 complexes are released by chelation of the metal ions and 
analyzed by SDS-PAGE and Western blot. Non-PrP molecules 
are subjected to N- terminal sequencing leading to the 
identification of molecular clones encoding such 
proteins . 

25 This approach of isolating complexes of PrP c , PrP" 

and protein (s) X has the distinct advantage of being 
directed at detecting a ternary complex of the three 
proteins. Complexes of PrP c or PrP Sc with other proteins 
may also be detected. This is important for the 

30 reconstitution of an ex vivo/ in vitro assays for PrP 
replication. 
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expression cassettes: MoPrP to produce the FLAG-MoPrP 
cassette for transgenic mouse production and FLAG~MHM2PrP 
for expression in cultured cells. 

Example 2 

5 FLAG- tagged PrP is Authent ical ] v Expressed and is a 

Substrate for PrP Sc Production in Cultured ScN2A Cells 
The FLAG-MHM2PrP expression cassette was cloned 
into the SPOX.II neo expression vector (Scott ec al . 
(1992) Protein Sci. 1:986-997) which allows for direct 

10 selection of neomycin resistant transfected cells by 
growth in medium containing G418. Mouse neuroblastoma 
N2A cells chronically infected with mouse prions (ScN2A 
cells) were grown in 6-well plates and transformed to 
neomycin resistance by transfection with SPOX-based FLAG- 

15 MHM2PrP or control MHM2PrP constructs by DOTAP-mediated 
transfection (Boehringer Mannheim Biochemicals) and 
growth in G418-containing medium. Neomycin resistant 
colonies became apparent approximately 2 weeks after 
transfection, and these colonies were pooled and 

20 passaged. 

When stable cultures were established, NP-40 
detergent lysates were isolated from either FLAG-MHM2PrP 
or control MHM2PrP- expressing cells and used for 
immunoblot analysis. In some experiments, PIPLC was 

25 included in the culture medium and PrP cleaved from the 
cell membrane by the treatment was purified by methanol 
precipitation and centrif ugat ion. 

Analysis of protease-resistant FLAG - MHM2 PrP or 
MHM2PrP in stable cell lines was accomplished by 

30 digesting a 1 ml aliquot of cell lysate derived from a 
confluent 100 mm dish with proteinase K at a 
concentration of 20 ng/ml for 1 hour at 37oc. Detergent - 
resistant, proteinase K-resistant proteins were purified 
by centrif ugation at 40,000 x g for 1 hour and the 
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pellets resuspended in 20 /il lysis but ter (150 mM NaCl , 
10 mM Tris, pH 7.5, 0.5% NP-40. 0.5% dooxychol ate ) . 
Digested or undigested cell lysates were added to an 
equal volume of 2X SDS-PAGE sample buffer and processed 
5 for SDS-PAGE analysis. In all cases, imrnunoblotting was 
performed using anti-PrP monoclonal antibody 3F4 directed 
against hamster PrP Sc (Kascsak et al. (1987) J. Virol. 
61 :3688-3693) . 



Example 3 

10 Transgenic Mice Expressing FLAG-Tagged PrP 

The FLAG-MoPrP ORF expression cassette is flanked 
by Sail and Xhol , which cleave immediately adjacent to 
the initiation and termination codons of the PrP ORF, 
respectively. This allowed for convenient subcloning 

15 into the cos.SHaTet expression vector (Scott et al. 

(1992) Protexn Sci. 1:986-997) to produce the cos.SHaTet 
FLAG-MoPrP clone. The isolation and screening of 
recombinant cosmid clones have been described (Scott et 
al. (1993) Cell 73:979-988, herein specifically 

20 incorporated by reference for procedures related to the 
isolation and screening of recombinant cosmid clones) . 
After verification of the predicted nucleotide sequences 
of the FLAG-MoPrP ORF, the cosmid Not I fragment, 
recovered from large scale DNA preparations, was used for 

25 microinjections into the pronuclei of fertilized FVB/N or 
FVB/Prn p 0/c mouse embryos as described (Scott et al. 
(1989) Cell 59:847-857; Scott et al. (1992) supra , each 
of which is herein specifically incorporated by reference 
for procedures for generating transgenic animals) . 

30 Five transgenic founders were produced: three in 

FVB mice and two in FVB/Prn p 0/0 mice. Genomic DNA, 
isolated from tail tissue of weanling animals, was 
screened for the presence of incorporated transgenes 
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using probes that hybridize to the 3' -untranslated reqion 
of the SHaPrP gene contained in the cosSHa.Tet vector 
(Scott et al. (1992) supra) . By comparing the 
hybridization signals of the DNA from weanling mice with 
5 standardized DNA samples, it was estimated that one line, 
Tg (FLAG-MoPrP) FVB/Abl 7755, had transgene copy numbers in 
excess of approximately 60 transgene copies per cell. 
Using the polyclonal antibody RO' 7 !, it was estimated by 
serial dilution and immunoblott ing, that the level of 
10 FLAG-MoPrP expression in brain extracts from the Tg (FLAG- 
MoPrP) FVB/Abl 7755 line was approximately 100-fold higher 
than wild- type levels of MoPrP expression. 

Example 4 

Tg (FLAG-MoPrP) Mice Support Replication of Mouse Prions 

15 The RML isolate from Swiss mice (Chandler. (1961) 

Lancet 1:1378-1379) was passaged in Swiss mice from a 
closed colony at the Rocky Mountain Laboratory (Hamilton, 
MT) or in Swiss CD-I mice obtained from Charj.es River 
Laboratories (Wilmington, MA) . Mice were inoculated 

20 intracerebral ly with 30 y.1 of brain extract using a 27 
gauge needle inserted into the right parietal lobe. 
Beginning 30 days after inoct/ . ation, mice were examined 
for neurologic dysfunction every 3 days, when clinical 
signs of CNS dysfunction appeared, the mice were examined 

25 daily. To confirm the clinical diagnosis, the brains of 
some animals whose death was obviously imminent were 
taken for histopathological studies. 

Brains were dissected rapidly after sacrifice of 
the animal and immersion fixed in 10% buffered formalin. 

30 The tissue was embedded in paraffin and 8 /im thick 

histological sections were prepared for staining by the 
hematoxylin and eosin method and peroxidase 
immunohistochemical method for glial fibrillary acidic 
protein and PrP as described previously (DeArmond et al . 
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(1987) Neurology 37:1271 -1280; Scott et al . (1989> 
supra ) . Histoblot3 for localization of PrP r or protease- 
resistant PrP were made by pressing 16 mm thick unfixed 
cryostat sections of brain to nitrocellulose paper as 
5 previously described (Taraboulos (1992) Proc. Natl. Acad. 
Sci. 89:7620-7624) . To localize PrP'' , the hiatroblot was 
exposed to 400 /ig/ml proteinase K for lfl hours at 37<>C to 
eliminate PrP c , exposed to 3 M guanidinium thiocyanate to 
denature the remaining PrP Sc , followed by i mmunostaining 
10 with PrP specific antibody R073 or ant i - FLAG Ml 
monoclonal antibody. 

Example 5 

Imrnmunopurif ication of FLAG-MoPrP From 
To: (FLAG -Mo PrP) Mice 

15 The brain of an uninoculated Tg (FLAG-MoPrP) FVB/Abl 

7755 mouse was homogenized in TBS/ 10 mM CaCl and NP-4 0 
detergent was added to 0.1%. The preparation was applied 
to a 5 ml column bed comprising ant i -FLAG Ml monoclonal 
antibody coupled to agarose beads. The flow- through was 

20 reapplied repeatedly to ensure optimal binding. The 
column bed was washed three times with 15 ml TBS/Ca . 
Bound FLAG-MoPrP was eluted with TBS containing 2 mM EDTA 
which was applied in eight 1 ml aliquots for 10 min each. 

Example 6 

25 Use of Epitope Tag to Distinguish 

Protein Conformational Shapes 
The placement of epitope tags at various positions 
in the prion protein is accomplished by generating 
recombinant PrP gene sequences harboring the DNA. sequence 
30 for the epitope at different locations. The working 

model of PrP c is the four helix bundle model proposed by 
Huang et al . L(1994) Proc. Natl. Acad. Sci. 91:7139-7143. 
Epitopes are engineered at regions of proposed a -helical 
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structure, which are believed to change conformation 
during prion replication, or in the Loop region 
connecting the »-helices. The epitope-t.iqged sequences 
are engineered using standard recombinant procedures. 
5 The host PrP molecule, MHM2PrP, allows detection by the 
3F4 monoclonal antibody (Kascsak et al . (1987) J. Virol. 
61:3688-3693) by including the hamster -derived epitope 
recognized by 3F4. These recombinant Pi P constructs are 
transfected into ScN2A cells which arc chronically 

10 infected with mouse prions (Butler et a:. (1988) J. 
Virol. 62:1558-1564). Detection of the ectopically 
expressed construct is facilitated by JF4 or by 
antibodies directed against the heterologous epitope. 
PrP Sc is detected with 3F4 after digestion with proteinase 

15 K. Detection of PrP Sr by 3F4 demonstrates that inclusion 
of the epitope tag at particular locations does not 
interfere with PrP- conversion. Ideally, antibody 
directed against the epitope tag would detect only PrP s '\ 
not PrP c , because in the latter conformation the epitope 

20 would be buried and inaccessible to the .mtibody. After- 
determination of the ideal location tor placement of the 
epitope tag, transgenic mice expressing PrP with the 
epitope tag at the desired location are made and infected 
with prions. Epitope-tagged PrP 1 ' and PrP are isolated 

25 from the brains of the transgenic mice using standard 

procedures. Low resolution analytical techniques such as 
circular dichroism and infra red spectroscopy are used to 
determine that the PrP Sc isoform detected by ant i -epitope 
antibody is of the 0- sheet conformation, and the PrP 

30 isoform is of the a-helical conformation. 

The instant invention is shown and described 
herein in what is considered to be the most practical, 
and preferred embodiments. It is recognized, however, 
that departures may be made therefrom which are within 
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the scope of the invention, ami that mothf lcaiion.'i wi 1 I 

occur to one skilled in the art upon : f, adin<} V.hm 
di sclosure . 
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SEQUENCE LISTING 

(1) GENERAL INFORMATION: 

(i) APPLICANT: The Regents of the University of California 

(ii) TITLE OF INVENTION; TRANSGENIC ANIMALS EXPRESSING EPITOPE -TAGGED 
PROTEINS 

(iii) NUMBER OF SEQUENCES: 13 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Fish & Richardson 

(B) STREET: 2200 Sand Hill Road, Suite 100 

(C) CITY: Menlo Park 
(D> STATE; California 

(E) COUNTRY; USA 

(F) ZIP: 94025 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM : PC -DOS/MS -DOS 
!D) SOFTWARE: AscIII 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 
(C! CLASSIFICATION: 

(viii; ATTORNEY/ AGENT INFORMATION: 

(A) NAME: Bozicevic, Karl 

(B) REGISTRATION NUMBER: 2 8,807 

(C) REFERENCE/DOCKET NUMBER: 06510/045WO1 

(ix) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: (415) 322-5070 

(B) TELEFAX: (415) 854-0875 



(2) INFORMATION FOR SEQ ID NO:l: 

(i) SEOUENCE CHARACTERISTICS: 
(A) LENGTH: 8 amino acids 
(B> TYPE: amino acid 
(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: peptide 
(Xi) SEOUENCE DESCRIPTION: SEQ ID NO:l: 
Asp Tyr Lys Asp Asp Asp Asp Lys 
5 8 



(2) INFORMATION FOR SE0 ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 8 amino acids 

(B) TYPE: amino acid 
(D; TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 

(.xi) SEQUENCE DESCRIPTION: SEQ ID NO : 2 : 

Asp Tyr Lys Asp Glu Asp Asp Lys 
S 8 

(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 
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£J 9 amin ° acid « 

(B TYPE: ammo acid 

<D) TOPOLOGY; li nMV 
ii) MOLECULE SHI] ;£ tide 
(xi) SEQUENCE DBSCRI?TION: S EO ID NO : 3 : 
Ma Trp Arg Hi. Pro Gin Phe Gly Gly 

5 9 
(2) INFORMATION FOR SEQ ID NO-4. 

(i) SEQUENCE CHARACTERISTICS • 

JJ S?™' f amln ° * Cid * 
" *«»ino acid 

.ii. ySicK°S£: ^ p «- 



5 6 



(2) INFORMATION FOR SEQ ID NO • 5 • 

S K? E ?2 CHARACTERISTICS.. 

B TYPE: nucleic acid 
C STRANDEDNESS : single 
(D) TOPOLOGY- lin^^r 
ii) MOLECULE JyS; cdSa 
<xi) SEQUENCE DESCRIPTION: SEQ ID NO- 5- 

TTGGCCGCTT CTTCTTGTCA TCGTCGTCCT TGTAGTCGCA GA 
(2) INFORMATION FOR SEQ ID NO- 6- 

<U SEQUENCE CHARACTERISTICS • 

~ H£ E: n "deic acid 
n fPANDEDNESS: e ingle 
(D) TOPOLOGY: linear 
Ul) MOLECULE TYPE: cDNA 

(xij SEQUENCE DESCRIPTION: SEQ ID NO:6: 
CCTCTGCGAC TACAAGGACG ACGATGACAA GAAGAAGCGG CCAAAGC 47 
<2) INFORMATION FOR SEQ ID No- 7- 

(i) SEQUENCE CHARACTERISTIC"* • 

J° IXf E: amino acid 

m fJ^DEDNESS: single 

(D) TOPOLOGY- lin«r 
(ii) MOLECULE ^JJg. 
(vi) ORIGINAL SOURCE • 

<«» s^«,S'I N E .. P ^ N ro Pa So T f, 1 "' 
Hjt «!. „ y ^ Trp _ ^ ^ ^ 

«, A. P ,.x », Leu cya Lys Ly . ^ prQ ^ T " ^ 

«« <n, „ r ^ ^ p „ QJy oIn Qiy fcr ^ j° ^ ^ 
Tyr Pro Pro olB ar Gly Tip 01y pro « 

3 3 60 ' v 
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Ser Gin Trp Aon Lys Pro Scr Lys Pro Lyo Thr Aan Met Lyo His Met 
100 105 110 

Ala Gly Ala Ala Ala Ala Gly Ala Val Val Gly Gly Leu Gly Gly Tyr 
115 120 125 

Met Leu Gly Ser Ala Met Ser Arg Pro He He His Phe Gly Ser Asp 
130 135 140 

Tyr Glu Asp Arg Tyr Tyr Arg Glu Ann Met Hio Arg Tyr Pro Aon Gin 
14S 150 155 160 

Val Tyr Tyr Arg Pro Met Asp Glu Tyr Scr Aan Gin Asn Asn Phe Val 
165 170 175 

Hio Asp Cys Val Asn He Thr He Lyo Gin Hie Thr Val Thr Thr Thr 
180 185 190 

Thr Lys Gly Glu Asn Phe Thr Glu Thr Asp V.jl Lys Met Met Glu Arg 
195 200 20S 

Val Val Glu Gin Met Cys He Thr Gin Tyr Glu Arg Glu Ser Gin Ala 
210 215 220 

Tyr Tyr Gin Arg Gly Ser Ser Met Val Leu Phe Ser Ser Pro Pro Val 
225 230 235 240 

He Leu Leu He Ser Phe Leu He Phe Leu He Val Gly 
245 250 

(2) INFORMATION FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 263 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: peptide 
(vi) ORIGINAL SOURCE: 

(A) ORGANISM: BOVINE PRION PROTEIN. BoPrP 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: 
Met Val Lys Ser His He Gly Ser Trp He Leu Val Leu Phe Val Ala 
15 10 15 

Met Trp Ser Asp Val Gly Leu Cys Lys Lys Arg Pro Ly:; Pro Gly Gly 
20 25 *0 

Trp Asn Thr Gly Gly Ser Arg Tyr Pro Gly Gin Gly S'.-r Pro Gly Gly 
35 40 4*. 

Asn Arg Tyr Pro Pro Gin Gly Gly Gly Gly Trp Gly Gin Pro His Gly 
50 55 60 

Gly Gly Trp Gly Gin Pro His Gly Gly Gly Tip Gly Gin Pro His Gly 

65 70 75 80 

Gly Gly Trp Gly Gin Pro His Gly Gly Gly Trp Gly Gin Pro His Gly 
85 90 

Gly Gly Gly Trp Gly Gin Gly Gly Thr Hia Gly Glr. Trp Asm Lys Pro 
100 105 HO 

Ser Lys Pro Lys Thr Asn Met Lys His Val AU Gly Ala Ala Ala Ala 
115 120 125 
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Gly Ala Val Val Gly Gly Leu Gly Gly Tyr Met L^u Gly Ser Ala MeL 
130 135 140 

Ser Arg Pro Leu lie Hio Phe Gly Ser Asp Tyr Glu Aop Arg Tyr Tyr 
145 150 155 160 

Arg Glu Asn Met Hia Arg Tyr Pro Abo Gin Val Tyr Tyr Arg Pro Val 
165 170 .175 

Asp Gin Tyr Ser Asn Oln Aon Ann Phe Val Hio Aop Cys Val Aon He 
180 185 190 

Thr Val Lya Glu His Thr Val Thr Thr Thr Thr Lyo Gly Glu Aon Phe 
195 200 205 

Thr Glu Thr Asp He Lya Met Met Glu Arg Val Val Glu Gin Met Cyn 
210 215 220 

Val Thr Gin Tyr Gin Lya Glu Ser Gin Ala Tyr Tyr Anp Gin Gly Ala 
225 230 235 240 

Ser Val He Leu Phe Ser Ser Pro Pro Val He Leu Leu He Ser Ph<? 

245 250 255 

Leu He Phe Leu He Val Gly 
260 

<2) INFORMATION FOR SEQ ID NO: 10: 
(ij SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 25S amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 
(iij MOLECULE TYPE: peptide 
(vi) ORIGINAL SOURCE: 

(A) ORGANISM: SHEEP PRION PROTEIN, ShPrP 
(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

Met Val Lya Ser His He Gly Ser Trp He Leu Vai Leu Phe Val Ala 
IS 10 15 

Met Trp Ser Asp Val Gly Leu Cys Lys Lya Arg Pro Uyc Pro Gly Gly 
20 25 30 

Trp Asn Thr Gly Gly Ser Arg Tyr Pro Gly Oln Oly Ser Pro Gly Gly 
35 40 45 

A«n Arg Tyr Pro Pro Gin Gly Gly Gly Gly Trp Gly Gin Pro His Gly 
50 55 60 

Gly Gly Trp Gly Gin Pro His Gly Oly Gly Trp Gly Gin Pro His Gly 
65 70 75 80 

Gly Ser Trp Gly Gin Pro Hio Gly Gly Gly Gly Trp Gly Gin Gly G-y 
05 90 95 

Ser His Ser Gin Trp Asn Lys Pro Ser Lyo Pro Lys Thr Asn Met Ly« 
100 105 HO 

His Val Ala Gly Ala Ala Ala Ala Gly Ala Val Val Gly Gly Leu Gly 
115 120 125 

Gly Tyr Met Leu Gly Ser Ala Met Ser Arg Pro Leu He Hia Phe Gly 
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130 135 

■ LJ;> 140 



Jjn Asp Tyr oiu Asp Arg Tyr Tyr Arg Glu AtJn Met Tyr ftrg ^ 

155 160 

Asn Gin Val Tyr T^r Ara Pr-o v»i k 

y l g r Arg Pro Val Asp Gin Tyr Ser Aon Gin Ann Aan 

170 175 
Phe Val His Asp Cya Val Aon tu thv . , 

180 11C ™5 Vai L V° al " Hio Thr Val Thr 

105 190 

Thr Thr Thr Ly. Oly oln «.„ Ph Thr „,„ Thr Mp ^ 

zuo 205 

Olu Arg V.! v.l Ol. Ota JJ, cy. Ue Thr Tyr Oln Ar g 01u s « 

215 220 

ain Ala Tyr Tyr Oln Arg Gly Ala Ser Val xi. Leu Phe Ser scr Pro 

^ JU 235 
Pro Val He Leu Leu He Ser Phe Leu He Phe Leu lie Val Gly 



240 



250 255 



(2) INFORMATION FOR SEQ ID NO -11- 
(i) SEQUENCE CHARACTERISTICS • 

(A) LENGTH: 13 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDNESS: sinqle 

(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: peptide 

Tyr pJo'^r 0 *^ ? E ^IPTION: SEQ ID NO, 11: 
Tyr Pro Tyr Asp Val Pro Asp Tyr Ala lie Glu Gly Arg 
5 10 13 

(2) INFORMATION FOR SEQ ID N0-12- 
<l> SEQUENCE CHARACTERISTICS- 

(A) LENGTH: 11 amino acids 

(B) TYPE : amino acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY .- linear 
<ii) MOLECULE TYPE: peptide 

(XX) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 

Glu Gin Lys Leu Leu Ser Glu Glu Asp Leu Aon 
5 10 11 

(2) INFORMATION FOR SEQ ID NO: 13 

(i) SEQUENCE CHARACTERISTICS • 

(A) LENGTH: 42 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
<ii) MOLECULE TYPE: cDNA 

<X1) SEQUENCE DESCRIPTION : SEQ ID NO:13: 
CCCTCCAGGC TTTGGCCGCT TCTTGCAGAG GCCTACATCA GT 
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What is claimed is: 

1- A recombinant nucleic acid construct 
comprising: ' 

a first nucleic acid sequence encoding an amino 
acid seance of biologically active protein < xagama ™ 

a second nucleic acid 8eguence encodi a 
heterologous epitope domain. 

has *J*tt^l£^. ° f Cl3im 2 ' ^ P«*«in 

eDitonp . ^ threS d *"»nsional conformations and the 

epitope domain is spatially positioned relative to the 
Protein such that the epitope domain is more exposed In a 
r*rst conformation relative to a second 

DeD , H WhC i rein Said heterologous epitope domain is a 
Peptide selected from the peptide group of FLAG, strep 
Poly-histidine, human c-myc peptide recogn lzed hy ? ' 
monoclonal antibody 9E10, hemagglutinin peptide 
recognized by monoclonal antibody 12CA5, and Glu-Glu-Phe. 

3. The construct of claim 3, wherein said 
Protein is a natural, synthetic or chimeric PrP molecule. 

pent id*, h C ° n8trUCt ° f Claim 2 ' herein said flag 

peptide has a sequence Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys 
^SEQIDNO:!, or Asp-Tyr-Lys-Asp-Glu-Asp-Asp-Lys (SEQ ID 

wherein said strep peptide has the sequence 
Ala-Trp-Arg-His-Pro-Gln-Phe-Gly-Gly (SEQ ID NO-3). 

wherein said poly-histidine peptide has the 
sequence His-His-His-His-His-His (SEQ ID NO:4)- 

wherein said c-myc peptide has the sequence 
^1-Gln-Lys-Leu-Leu-Ser-Glu-Glu-Asp-Leu -Asn) (SEQ ID 

wherein said hemagglutinin peptide has the 
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sequence Tyr- Pro -Ty r - Asp - Vai . Asp _., y l ^ I1( ,. 0 . 
Arg (SEQ ID NO: 11) . Y 

5- A transgenic, non-human mammal havinq a 
genome that comprised of a recombinant nucleic acid 
construct comprised of a first nuclei acid sequence 
encoding an amino acid sequence of d biologically active 
protean fragment and a second nucleic acid sequent 
encoding a heterologous epitope domain. 



ice 



6. The transgenic mammal of claim s , wherein ^he 
first nucleic acid sequence encodes a PrP proteir the ^ 
mammal is a mouse and the mouse exhibit, symptoms 'of 
prion disease within 200 days or less after inoculation 
with a prion which generally only infects a mammal 
selected from the group consisting of human, cow, and 
sheep. 



7. A method for distinguishing between the 
conformational shapes of a protein having a firs- and 
second conformation shape, comprising the 3teps 

a) generating a recombinant nucleic acid construe 
comprising a nucleic acid sequence encoding an ammo acid 
sequence comprising a biologically active protein 
fragment and a heterologous epitope domain; 

b) transfecting a cell or organism with the 
construct of a) ; 

c) expressing said construct to produce an 
epitope-tagged protein, wherein saxd epitope is unexposed 
on the surface of said protein having su ai firs' 
conformational shape, and wherein said epitope is exposed 
on the surface of said protein having said second 
conformational shape; and 
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d) distinguishing between said first and second 

r™';* 1 "V -atactic Che p „ Bence or 

absence of said epitope on che surfacc of said 



8- The method of rlsim i i. 

UL Ciaim 7, wherein said nrnhp,n 
« epitope t agge d PrP and „ herein said »"*«"" 

unexposed on the surface of PrP c and ls exposed on 
surface of PrP Sc . 

9. An assay for detecting infectious pri0 n 
material, said assay comprising the steps of • 

a) generating a transgenic animal havmg a 
9*nome comprised of a transgene encoding an amino acid 
sequence comprising an epitope- tagged PrP protein- 

b) inoculating said transgenic animal with 
material containing prion protein; and 

p rp s c . ^ dGtectin 9 the presence of epitope- tagged 

10. The assay of claim 9, wherein said PrP 
protein is a chimeric bovine/mouse protein, and the 
inoculating material is from a bovine; or 

Protein Td^th ^ * ^ /TO use 

protein, and the inoculating material is f rom a human; or 

Protein and ei t H Said ^ ^ * ^/-« 

protein, and the inoculating material is f rom an ovine 
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Mo Mot Ala Asn Leu Gly Tyr Trp Leu Leu Ala Leu Phe Val Thr Met Trp i 6 

HU C V* Met Val Ala Thr 

Hu Se'r u u ^ U " Cy * LyS Ly$ Pf ° 1/3 Pf ° G ' y Gly Trp 32 

Mo Thr Gly Q|y Ser Arg Tyr Pro Gly Gin Gly Ser Pro Gly Gly Asn Arg 48 

Mo Tyr Pro Pro Gin Gry Gry ~ . Thr Trp Gry Gh Pro His Gly Gry Gty 63 

Mo Trp Gly Qh Pro His Gry Q| y Ser Trp Gry Gin Pro His Gry Gry S er 79 



Gry 



Gry 



Mo Trp Gry Gin Pro His Gry Gly Gly Trp Gly Gin Gly Gly Gly Thr His 95 

Hu SeT G, ° TfP Pr ° LyS Pf0Lys Thr ^ Leu Lys His Val lit 

Met Met 

Mo Ala Gry Ala Ala Ala Ala Gly Ala Val Val Gly Gly Leu Gry Gly Tyr 127 

Mo Met Leu Gry Ser Ala Met Ser Arg Pro Met lie His Phe Gry Asn Asp 143 

"o Ser 

Mo Trp Ghj Asp Arg Tyr Tyr Arg Glu Asn Met Tyr Arg Tyr Pro Asn Gh 159 
7 His 

Mo Val Tyr Tyr Arg Pro Val Asp Gin Tyr Ser Asn Gin Asn Asn Phe Val 175 

Met Ghi 

Mo His AspCys Val Asn lie Thr lie Lys Gh His Thr Val Thr Thr Thr 191 
Mo Thr Lys Gry Glu Asn Phe Thr Glu Thr Asp Val Lys Met Met Glu Arg 207 
Mo Val Val Glu Gh Met Cys Val Thr Gh Tyr Gh Lys Glu Ser Gm Ala 223 



Glu Arg 



Mo Tyr Tyr Asp Gry Arg Arg Ser Ser Ser Thr Val Leu Phe Ser Ser Pro 239 
U5n Gry Met 

Mo Pro Val lie Leu Leu lie Ser Phe Leu He Phe Leu lie Val Gry 254 

riiHamn ^ m ^ red,cted amino acW ««quence of mouse PrP and the amino add 
differences between mouse and human PrP 

FIG. 1 



Mo Met Ala Asn Leu G ly Tyr Trp Leu Leu Ala Leu Phe Val Thr 14 

Bo Val Lys Ser His lie Ser | te Val AJa 

Mo Met Trp Thr Asp Val Gly Leu Cys Lys Lys Arg Pro Lys Pro Gly Gly 30 
Mo — Trp Asn Thr Gly Gly Ser Arg Tyr Pro Gly Gin Gly Ser Pro Gfy 45 

Mo Gty Asn Arg Tyr Pro Pro Gin Gly Gly — Thr Trp Gly G ln Pro His 60 

Gly Gly 

MO Gfy Gfy Q|y Trp Gly Q (n Pro His Gly Gly Ser Trp Gly Qm Pro His 76 
00 Gly 

Mo Gry Gly Ser Trp Gry Gin Pro His Gfy Gly Gry Trp Gry Gin 90 

* Pro His 

£ oV ^ Gly Gty Trp Qty Gh °* ^ * # ^ ^ *" LyS ,0 ° 

Mo Pro Ssr Lys Pro Lys Thr Asn Leu Ly, His Val Ala Gry Ala Ala Ala 116 

M)et 

Mo Ala Gry Ala Val Val Gly Gry Leu Gry Gfy Tyr Met Leu Gry Ser Ala 132 

Mo Met Ser Arg Pro Met lie Hb Phe Gfy Asn Asp Trp Glu Asp Arg Tyr 148 

*-* u Ser Tyr 

Mo Tyr A/g Glu Asn Met Tyr A/g Tyr Pro Asn Gin Val Tyr Tyr Arg Pro 164 

His 

Mo Val Asp Gin Tyr Ser Asn Gin Asn Asn Phe Val His Asp Cys Val Asn 180 

Mo lie Thr lie Lys Gin Hb Thr VI Thr Thr Thr Thr Lys Gfy Glu Asn 200 

Mo Phe Thr GJo Thr Asp Val Lys Met Met Glu Arg Val Val Ghi GhMel 212 

Mo Cys Val Thr Gin Tyr Gin Lys Glu Ser Gin Ala Tyr Tyr Asp Gfy Arg 228 

Gin — 

Ify IE 8 "™ J? Ser Pro ProVa, I* Leu Leu 244 

Mo lie Ser Phe Leu lie Phe Leu lie Val Gfy 254 

b«v«™r^.£^^^ 

FIG. 2 
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Mo Met Ala Asn Leu -Gly Tyr Trp Leu Leu Ala Leu Phe Val Thr 14 

Sh Val Lys Ser His I* Ser lie Val Ala 

Mo Met Trp Thr Asp Val Gly Leu Cys Lys Lys Arg Pro Lys Pro Gly Gly 30 
Sh Ser 

Mo — Trp Asn Thr Gly Gly Ser Arg Tyr Pro Gry Gin Gry Ser Pro Gry 45 

on 

Mo Gry Asn Arg Tyr Pro Pro Gtn Gry Gry — Thr Trp Gry Gin Pro His 60 

Gry Gry 

Mo Gry Gry Gry Trp Gry Gin Pro His Gry Gry Ser Trp Gly Gin Pro His 76 
Sn Gry 

Mo Gry Gry Ser Trp Gry Gin Pro His Gry Gry Gry — Trp Gly Gin Gly 9! 
Sh Gly 

Mo Gly Gry Thr His Asn Gin Trp Asn Lys Pro Ser Lys Pro Lys Thr Asn 107 

Sh Ser — His Ser 

Mo Leu Lys His Val AJa Gly Ala Ala Ala Ala Gly Ala Val Val Gry Gry 123 

Sh Met 

Mo Leu Gry Gly Tyr Met Leu Gry Ser Ate Met Ser Arg Pro Met lie His 139 
Sh Leu 

Mo Phe Gry Asn Asp Trp Glu Asp Arg Tyr Tyr A/g Gfu Asn Met Tyr Ara 155 
Sh Tyr 

Mo Tyr Pro Asn Gin Val Tyr Tyr Arg Pro Val Asp Gin Tyr Ser Asn Gh 171 
Sh 

Mo Asn Asn Phe Val His Asp Cys Val Asn lie Thr lie Lys Gin His Thr 187 
Sn Val 

Mo Val Thr Thr Thr Thr Lys Gry Giu Asn Phe Thr Glu Thr Asp Val Lys 203 
5,1 lie 

Mo Met Met Glu Arg Val Val Gki Gin Met Cys Val Thr Gin Tyr Gin Lys 219 
^ ,te lie Arg 

Mo Glu Ser Gh Ate Tyr Tyr Asp Gry Arg Arg Ser Ser Ser Thr Val Leu 235 

Gin Gly Ate Val lie 

Mo Phe Ser Ser Pro Pro Val lie Leu Leu lie Ser Phe Leu lie Phe Leu 251 

sn 

Mo lie Val Gly 0KkA 
Sh 

Predicted amino acid sequence of mouse PrP and the amino acid differences 
between mouse and sheep PrP. TTtr^ o 



WO 97/4ft572 

i* It* 




WO 97/46.172 



i*< "r/rsi7/iw2«v 



'>/h 




O 
& 
0. 

Q. 

Q 
O 
O 
O 

>- 
Q 

O 



< 
> 

O ^ 



>- 
_J 

z 
< 

r- 5 



© 

Q. 
O 

Q. 

<D 

O 
< 



*n 
«o 
r- 
r- 

Q 

25 
ag 

CM ^ 

5 a 



2 
* 



a 
* 

< 



X u. 
o ^ 
a. 

CO 



I— 



IC 

d 



CM 



WO 97/4*572 

1*< T/( JS977U9289 

6/6 




sojui 6u(A|Ajns % 



INTERNATIONAL SEARCH REPORT 



A - "-""'""tow matter 

ES S^^r* "*> '« 



Inleniatioii.i tppi, ctUtm N(1 



S ' : 53 *" i; "*>-P »l. ttf. 2. D* J, D,,. 4: -.35/4; 424/9... 92 



Etoctroaie data b*M coaauli*** " — ' — — — — — 

»«c«t*mi. ipiiopa ug, comdmuxM. **m H »m? poo. 



C DOCUMENTS CONSIDERED TO BE RELEVANT 



RA^ifi 1 " Rc 8" ,ati „°" of Ep.topc-Taggcd Recombinant 
K*-l S6 Kinase by Phorbol Ester and erk/MAP Kinase 

JSSSL,5?5. Vo1 - 32 * N °- 3 °> — 

22^? Chimcric P fion P«*«« expression in cultured 
cells *,d transgenic mice. Protein Science. 1992. Vol. 1, page, 
986-997, see pages 986, 990-991. and 993. 

Mines 54-55 and column 28. line 1 through column 30. line 



Ratevaat to cUim Ho. 



1 



1. 5-10 



1,5 




Ma«x. 



< Ma 



******** •» n/hnmm, at* (am | 

! I,J . |J — . J ** •» »»«■•»• «■» wU» aW , 

•*•*• - • **** . t.M ' 



21 AUOUST 1997 

1 iddWM of tfc* ISA/US 
>«■■» —i Tra* 

iiC 20231 

(70S) 305-3230 



Bm>CT 



*t »» MM MM fa**. 



Daio of n«UM B of *• lamttraui mick rtpo<i 
AaoV<Ku«« oOfoar 



DEBORAH J. R. CLARK 
• No (70 J) 30S-OI 96 



INTERNATIONAL SEARCH REPORT 



Inlcnxlxmal application No 

PCTAJ.S97/C;2*<; 



C (Coftti«B«»«i). DOCUMENTS CONSIDERED TO BE RELEVANT 


Category* 


Citation of document, with radtcaUon. where appropriate, of the relevant paixgai 


ReUvtwt to claim No. 


X 


WO 95/20666 A2 (REGENTS OF THE UNIVERSITY OF 
MINNESOTA) 03 August 1995, abstract, page S line 31 through 
pi 0 e 9 tine 3, and example 1 at page 2 1 - 


1, 5-9 



Fom PCT/tSA/310 (coatiaaatioa of mooimI iWiXAil; 1993)* 



INTERNATIONAL SEARCH REPORT 



International application N<* 



Bos I ObserverJeas where certain claims were feand umeerrbaMe (Conrinualion of Ham I of first »h»»t) 



Thii »>era«6o«aJ report ba* sot boot established in reaped of certain daraia udder Art*cl« 17(2 Xa) lor ttic following 



~ ' becaase tbey relate to parts of tk* iatarnaltonel application that do not comply with the prticnbed requirements tn inch 
la extent list no aeaaiagfel latenuboasl search cart be tamed out. specifically 

Claims 2 aad 3 depend upoa themselves, readermg the claim) unsearchable becaute it n not deal what applicants 
inland to ctsim. Claim 4 depssdi apoa claim 2. therefore, rendering the clam untearcbabl* became it it not clear what 
appticasu ialcad to claim. 



beoaase (bey are depeadaet nltin aod are not drafted in aooordaa n e with tiM aeoood aod thud wdWku of Rule 6 4(a). 



Bes II Obeervatleaa w tiara amity af tovsatieei ia lacUag (Cea riaaatieei af Item 2 of flrat sheet) 



Tola Iateraaboaei Searching Aataority found multiple inveaboai ia this iaiaraatioaal application, as follows: 




because they relate to subject matter aot required to ba tearefcad by thia Authority, namely 





I. 



□ 



As ail required additioaal search feel war* ornery paid by tbe applicant, ihn intcraauooal search report covers all searchable 




Aa ail searchable claim coald ba searched without effort justifymg aa additioaal fee, tail Authority did aot mvite pay ra eat 
of My addiooaaj fee. 




Aa oery toese of the required sddiboaal search feat were basely paid by the applies**, this mtemaooael search report covers 
oary tboss claims for which fata war* paid, specifically claims Nos.: 



4. 



□ 



No required additioaal search leas were basely paid by the applicant Coeaequ colly, this isieroabonal search report is 
restricted to the aveetioa first meaa'oaea ia the claim a, it is covered by clem a Nos.: 





Tba additional search fees were accompanied by the applicant prowit 
No protest accoaipaaied tka payment of additioaal search fees. 



Form PCT/ISA/210 (coaosaatioa of Qrst sbeetCDXitity 1*92)* 



INTERNATIONAL SEARCH REPORT 



InicraaiiuoaJ •ppln;«t >u a Nu 

l*CT/US97/W2I<» 



A^CLASSJFICATION OF SUBJECT MATTER 

536/23.J; «0O/2. D.g.1. Di, 2 . Di, D,g 4. 4 15/4. 424/9. 1. 9 2 



Pom PCT/ISA/210 (txtim lkt«X^!y 1992)* 



